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Alerting Abstract JP A 

NOVELTY - Preparation of targeting DNA for modifying part of a DNA sequence in an endogenous genome of a living body by homologous 
recombination, is new. 

DESCRIPTION - Preparation of targeting DNA for modifying part of a DNA sequence in an endogenous genome of a living body by homologous 
recombination includes the following steps: 

A. DNA CL containing a genome DNA fragment containing the DNA sequence T is cleaved with restriction enzyme El at the restriction 
enzyme-recognizing sequence X, which can be cleaved by the restriction enzyme El present respectively outside of said DNA sequence T to 
prepare a genome DNA fragment LI having cleaved end DNA sequences at both ends and containing the DNA sequence T; 

B. DNA fragment LI is intermolecularly connected by the cleaved end of the DNA sequences to prepare a cyclic genome DNA CI containing the 
restriction enzyme-recognizing DNA sequence X and sequence T; 

C. reverse polymerase chain reaction (PCR) is carried out using two primer DNAs PI and P2 to prepare a recombinant genome DNA fragment 
L2; 

D. the end of L2 is digested by restriction enzymes E2 and E3 to prepare a recombinant genome DNA fragment L2' and it is connected to a 
linearized expression vector to prepare a cyclic genome DNA C2; and 

E. C2 is cleaved by restriction enzyme El to give a recombinant genome DNA fragment L3 and it is recovered as a targeting DNA. 



USE - The method is useful for preparing targeting DNA. 
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